The name enterococcus, originally given by Thiercelin (1899) to a Gram-positive coccus of faecal origin growing in pairs and short chains, has been widely used for a group of morphologically similar streptococci found in the gut of man and other mammals, in dairy products, and in soil. The limits of this group, formerly rather vague, were satisfactorily defined with the application to it of Lancefield grouping methods by Sherman and his collaborators (Sherman, 1937;  Sherman, Mauer, and Stark, 1937; Sherman, Stark, and Mauer, 1937; Sherman, Stark, and Yawger, 1937) , and later by Shattock and Mattick (1943) and Shattock (1945 and 1949b) . From this work it is apparent that the great majority, if not all, enterococci belong to Lancefield Group D, and that in fact this serological property should be taken as the basis of their classification. The group will then include the following species: Strep. faecalis, with its varieties, zymogenes, and liquefaciens, Strep. durans, and Strep. bovis.
The degree of variation in the biological properties of Group D streptococci is well shown in Table I reproduced from Shattock (1949b ;  see also Nyman, 1949) . Table I covers the majority of important biological properties of the group, except bile tolerance, or the ability to grow in the presence of bile in concentrations up to 40% (Weissenbach, 1918) , which is usually regarded as common to all species of enterococci, and aesculin hydrolysis.
Attention was drawn to the value of aesculin hydrolysis in the identification of enterococci by Rochaix (1924) , and the use of aesculin in bile media was regarded as the best single differential test by Meyer and Schonfeld (1926) Methods of Isolation One hundred and thirty strains of Gram-positive cocci were selected on the basis of their colonial morphology on McConkey medium. They appeared as small, discrete colonies, most of which were lactose fermenting. Microscopical examination of broth cultures showed eight of these strains to be micrococci and one to be a long-chained streptococcus. The remaining 121 strains, which grew in pairs or short chains, have, for convenience, been referred to throughout this paper as "presumptive enterococci."
To contrast with these, 20 strains of alphahaemolytic streptococci were isolated from the throats of healthy persons. These strains have been classed with the alpha-haemolytic longchained streptococcus of faecal origin as "presumptive Strep. viridans."
Methods of Teting
All strains were examined by the following tests: Lancefield grouping, heat-resistance, bile-tolerance, aesculin-hydrolysis.
Sixty-eight strains were also tested for fermentation of mannitol and the ability to grow in nutrient broth containing 6.5% NaCl, on blood-agar containing 0.06% potassium tellurite, and in milk containing 0.1% methylene blue, with the decolorization of the dye.
Lancefield Grouping.-(I) The hot-HCl-hydrolysis technique of Lancefield (1933) was employed throughout, using the sediment from 10 ml. of overnight glucose-broth cultures.
(2) All freshly isolated strains (150) were moreover grouped by a modification of the enzyme method of Maxted (1948) . The enzyme was prepared by freezing and thawing an agar culture of Streptomyces albus. The fluid collected after thawing, which contains the enzyme, was stored without preservative at a temperature below 5°C.; under these conditions its activity was retained for some months. Seitz filtration and pH adjustment were omitted on Mr. W. R. Maxted's advice. The streptococci were grown in 10 ml. of glucose broth, or beef-digest broth, for 18 hours. After centrifuging, the supernatant fluid was discarded, and the deposit placed for two minutes in boiling water. After cooling, 0.5 ml. of the proteolytic extract was added and the mixture incubated at 50°C. overnight. As previously noted by Maxted (1948) , Group D streptococci were found rather resistant to the action of the enzyme, and even after this prolonged incubation the lysis was usually incomplete, making recentrifugation necessary. Satisfactory bacterial extracts were also obtained from enzymetreated saline suspensions of growth on blood-agar plates.
Streptococcal extracts prepared by both Lancefield's and Maxted's methods were tested in the same way by layering on to grouping serum (obtained from Messrs. Burroughs Wellcome, Ltd.) in glass tubes of 1 mm. internal diameter. The results were read during the following 30 minutes.
Heat-resistance Test.-Approximately I ml. of an 18 to 24 hours' broth culture was placed in a 600 C.
water-bath; a loopful was removed for subculture oni blood-agar after 15, 30, 45, and 60 minutes. Strains surviving this temperature for 30 minutes were termed heat-resistant (Orla-Jensen, 1919 ; Dible, 1921 None of eight strains of micrococci was heatresistant and none hydrolysed aesculin, but six were bile-tolerant.
All Strep. bovis and Strep. durans strains were bile-tolerant and hydrolysed aesculin, their extracts reacted with Group D serum without concentration. All strains of Strep. durans were, moreover, heat-resistant, but only four out of the nine strains of Strep. bovis survived 600 C. for 30 minutes. Table IV shows the results of the subsidiary four tests, mannitol fermentation and growth in media containing 6.5% NaCl, or 0.06% potassium tellurite, and in milk containing 0.1 % methylene blue, performed on 68 of the above 117 Group D, heat-resistant, bile-tolerant, aesculin hydrolysing strains. Only 60 (88.3%) strains gave positive results with all four tests.
All cocci (150 strains), with the exception of stock strains of Strep. bovis and Strep. durans, were grouped by both Maxted's and Lancefield's methods. Both techniques gave identical precipitation results with Group D sera in all cases except one; this strain gave a positive Group D reaction on acid extraction but consistently negative results when extracted by Maxted's method.
Discussion
All 138 Group D strains, in this survey, and none outside this group were found to possess the property of aesculin hydrolysis. Bile tolerance, although equally constant within the group, was shared by some (six out of 33) strains outside it, and is therefore less specific for enterococci. Heat resistance is evidently neither a constant nor exclusive character of Group D streptococci, for five out of nine strains of Strep. bovis failed to survive 600 C. for 30 minutes, and on the other hand two of the 25 strains of Strep. viridans (alpha-haemolytic streptococci not belonging to Group D) proved to be heat-resistant.
The behaviour of two strains of alpha-haemo- Table I ).
